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Supplementary Figure 1

Gene expression of naive Th cells differentiated for 3 days under varying polarizing conditions was determined for the gene indicated (A).

Expression is normalized relative to the housekeeping gene Hprt. Cytokine levels in culture supernatant of naive Th2 cells differentiated for 3

6 per group

days under varying polarizing conditions was determined for IL-17A, IL-22, IL-13 and IL-17F (B). Error bars represent SEM (n:

from 3 independent experiments).
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Supplementary Figure 2: IL-4 or IL-12 administration inhibits Th22 differentiation and sorted Th22 cells re-stimulated under Th2
conditions exhibit plasticity in vitro.

Naive Th cells were cultured for 3 days under Th1, Th2, Th17 or Th22 conditions or under Th22 conditions with either rIL-12 (10ng/ml) lacking
anti-IFN-y or rIL-4 (20ng/ml) lacking anti-IL-4. Percentage of IL-17A+, IL-22+, IFN-y+ and IL-13+ cells are graphed (A). Cultures of enriched
Th17 and Th22 cells were generated from IL-17eGFP x IL-22tdTomato reporter mice, using optimal polarizing conditions for the first 3 days,
and cells sorted for Th17 cells (CD4+CD44+IL-17¢GFP+) or Th22 cells (CD4+CD44+IL-17eGFP-IL-22tdTomato+). Purified Th17 and Th22
cells were re-stimulated under Th2, Th17 and Th22 conditions for a further 3 days and the expression of IL-17A, IL-22 and IL-13 determined.
Representative plots of IL-17eGFP, IL-22tdTomato and IL-13 expression in re-stimulated, fixed Th17 and Th22 cells are shown (B/C). Cell
populations in FACS plots are pre-gated on CD4+CD44+ and viable cells. Quantification of IL-17A+, IL-22+ and IL-13+ cells in sorted Th17
and Th22 populations re-stimulated under Th2, Th17 and Th22 conditions (D). Error bars represent SEM (n=3 per group (A); 2 per group (D)).



Supplementary Table I: Differentially expressed transcripts between Th17 and Th22 cells. Gene transcription data generated using RNA isolated
from sorted Th17 (CD4*CD44*IL-17eGFP*) and Th22 cells (CD4*CD44*IL-17eGFP-IL-22tdTomato*) quantified by mouse whole transcriptome
microarray. All transcripts with >2-fold difference and p<0.05 are presented.

Transcripts upregulated in Th17 cells (vs. Th22 cells) Transcripts upregulated in Th22 cells (vs. Th17 cells)
Transcript Fold Change  ANOVA p-value Transcript Fold Change  ANOVA p-value

Gene symbol Cluster ID  (Th17/Th22) (Th17/Th22) Gene symbol Cluster ID  (Th22/Th17) (Th22/Th17)
Gprl5 17331212 15.90 0.000 Gzmb 17307033 38.14 0.000
Igkv6-23 17459423 15.41 0.000 Hamp 17489363 15.21 0.004
Nt5e 17520073 13.96 0.000 1122 17237581 11.39 0.013
Klrd1 17463567 13.85 0.000 113 17262823 11.24 0.024
1110 17216990 1211 0.004 Ccls 17266946 8.60 0.003
Ahr 17280729 11.78 0.002 Lum 17236811 8.39 0.002
Ccl20 17214857 8.55 0.030 Akrlc18 17290263 8.32 0.007
Gm15655 17505903 8.45 0.001 Tratl 17330805 8.13 0.004
Ly6g 17312219 8.19 0.041 Ms4adb 17357659 8.07 0.002
Klrel 17463557 8.03 0.002 Gbp11 17450515 7.99 0.001
Serpinbla 17291694 7.84 0.001 Xafl 17252341 7.77 0.001
Maf 17513289 7.74 0.000 Tnip3 17459196 7.51 0.001
Klrc2 17471586 7.63 0.013 Trim30d 17494408 7.32 0.002
117a 17211369 7.22 0.013 Akrlcl3 17284936 6.69 0.008
Igk-V21 17459421 7.20 0.001 Ifihl 17385797 6.29 0.001
Cldnd1 17326438 6.39 0.000 111r2 17212174 6.25 0.007
Art2a-ps 17493906 6.07 0.002 Mndal 17230067 5.90 0.008
119 17293013 5.93 0.013 Gmb5483 17325329 5.58 0.019
Tmem176b 17466624 5.86 0.001 Nkg7 17477101 5.58 0.000
LOC102638993 17480924 5.76 0.002 Lilrab 17233210 4.94 0.001
Ctla2b 17293348 5.60 0.001 Gzma 17296286 4.78 0.004
1117f 17221627 5.53 0.007 Slicl7a6 17478459 4.52 0.003
Pdpn 17432440 5.49 0.001 Ermn 17385398 4.45 0.015
Kircl 17471598 5.34 0.003 Ifitm3 17497718 4.44 0.004
Gm22164 17308620 5.05 0.000 Serpinb6b 17286354 4.40 0.005
Myo3b 17371574 4.86 0.001 Gmb5416 17325335 4.34 0.009
Cd86 17330203 4.83 0.004 Ifi44 17411147 4.27 0.008
Gm13994 17375587 4.78 0.003 1113 17262695 4.14 0.004
Klrc3 17471578 4.76 0.031 Gbp8 17450434 4.13 0.009
Klri2 17471616 4.55 0.014 Plxncl 17244439 3.99 0.000
Tmem176a 17458393 4.49 0.005 Epstil 17302141 3.95 0.000
Aqp3 17424119 4.34 0.001 Ms4ada 17357640 3.90 0.026
Dab2 17309935 4.32 0.006 Lilrb4a 17233226 3.84 0.001
Nipall 17438062 4.25 0.003 Inhba 17285438 3.80 0.010
Lbp 17378827 4.08 0.001 Sox50s3 17464192 3.63 0.005
1kzf3 17268820 4.03 0.001 Ms4a6d 17362973 3.51 0.014
Rbpl 17520624 3.92 0.016 Gbp9 17450448 3.48 0.000
Ctsw 17361605 3.76 0.000 Egfr 17247389 3.43 0.004
LOC102633880 17292026 3.74 0.000 Ebfl 17248691 3.41 0.004
Ust 17239102 3.71 0.000 Dgkk 17532755 3.37 0.003
Lgr4 17374098 3.67 0.002 Gbp4 17450461 3.37 0.002
Rb1 17308600 3.53 0.000 Nrnl 17291874 3.37 0.002
Alpk2 17355060 3.38 0.000 Phfllb 17307280 3.34 0.000
Ldlrad4 17351559 3.38 0.000 Tnfsf8 17426356 3.31 0.001
Cpox 17326428 3.31 0.000 Atf3 17231033 3.26 0.002
Myof 17364280 3.28 0.003 Al504432 17401530 3.24 0.002
Cpd 17266157 3.27 0.001 Gm29719 17340532 3.22 0.007
Sgkl 17232055 3.24 0.002 Batf3 17220787 3.19 0.005
Golm1l 17293237 3.23 0.000 Mir155 17326794 3.17 0.017
Gm16033 17262050 3.22 0.005 Tigit 17330478 3.16 0.012
Cd101 17408470 3.21 0.000 Trim30a 17494394 3.15 0.004
H60b 17232102 3.17 0.024 2010005H15Rik 17325339 3.13 0.014
lI6st 17289889 3.15 0.004 St3gall 17317675 3.13 0.001
Tfap2a 17292011 3.15 0.037 Gm12158 17262013 3.10 0.022
Aplp2 17525263 3.01 0.000 LOC73899 17360344 3.05 0.027
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0.000
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0.002
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Supplementary Table II: Differential gene expression of predicted secreted transcripts from Th17 and Th22 cells. Secretome
prediction was performed using SignalPv4.1 and TargetPv1.1 analysis, to identify secreted products differentially expressed between
Th17 and Th22 cells in the microarray dataset. A probability cut-off value of 0.8 was used for secretome prediction. All genes with >2-
fold difference and p<0.05 are presented.

Transcripts of predicted secreted proteins of Th17 cells Transcripts of predicted secreted proteins of Th22 cells
Gene Fold Change ANOVA p-value Fold Change ANOVA p-value
Symbol (Th17/Th22) (Th17/Th22) Gene Symbol (Th22/Th17) (Th22/Th17)
Nt5e 13.96 0.000 Gzmb 38.14 0.000
1110 12.11 0.004 Hamp 15.21 0.004
Ccl20 8.55 0.030 1122 11.39 0.013
117a 7.22 0.013 113 11.24 0.024
119 5.93 0.013 Ccls 8.60 0.003
117f 5.53 0.007 Lum 8.39 0.002
Lbp 4.08 0.001 11r2 6.25 0.007
Ctsw 3.76 0.000 Lilrab 4.94 0.001
H60b 3.17 0.024 Gzma 4.78 0.004
lI6st 3.15 0.004 1113 4.14 0.004
Art2b 2.88 0.028 Lilrb4a 3.84 0.001
Semaéd 2.84 0.001 Inhba 3.80 0.010
Adam19 2.71 0.000 Cd226 2.87 0.000
Vip 2.19 0.020 H2-Q8 2.74 0.004
Igflr 2.18 0.003 Coch 2.71 0.012
Lrigl 2.18 0.006 Cd274 2.70 0.003
Acpp 2.14 0.005 Crtam 2.68 0.010
Procr 2.07 0.030 Dcn 2.66 0.019
Scpepl 2.07 0.001 Crim1 2.58 0.002
Bmpr2 2.02 0.005 2610528A11Rik 2.54 0.000
Ntrk3 2.49 0.002
Cdh17 2.39 0.004
H2-DMb2 2.37 0.022
Penk 2.20 0.004
1112rb2 2.15 0.000
Gzmc 2.14 0.018
Lrpl 2.08 0.006
1115ra 2.05 0.039
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